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GENE CREATE

Chromatin
Immunoprecipitation
(ChIP)Kit

Catalog#JKR23002A

Instruction Manual (For Two Groups)

Sufficientreagents for 6 ChIP assays per kit.
Store at-20&4°C
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1. EBERIE

REAREELTR(Chromatin Immunoprecipitation,ChIP) 2 AR REH R SDNARE AR
GFEMELER, XMEABHMREAREARZIERNEANE—BEUSLNAMAZAE
i M BN AMEIERME S, 5 EMEQREAMDNARBIUR TR, B ERMRMESTE
DNAFZ LHEEEH.

2. TR

A~ 8o —_—
oo —
—_— g —_— . ..1_>$—3_;'
2o oo < —_—

DNASZE A 3EX B TTHT SEHE fRAZER HIRDNA  qPCRELNIE

ORAE e £1x1077NERL 0.2-0.5g48R
LR HREE
\—v—)

AR 1%$§PBS§E§%,@5&

.
s i ()

HEES00uL 50uL, DNAMI, it
———

@RERR 10U+ 140uLIBAK  490LIRRER
N VIP/igG/MiE

490uLIER
Y $° SOuLEH

490uLER
N Wash Buffer 1/2/3/4i 5, Elution Bufferiit

. 150uLk %
(©DNAEI DNARIH; Y DNAEIK

Input 50uL 1P/IgG/MaE 50l
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3. idIEA S
H5 BEGT) RFEERE H5 BEG6T) FEEE
5XPBS 7mL 4°C DTT 35uL 4°C
Glycine buffer 700pL 4°C ProteinA/G Magnetic Beads ~ 350uL 4°C
Lysis Buffer 1.4mL 4°C Elution buffer ImL 4°C
ChIP Buffer 14mL 4°C 5M NaCl 150pL 4°C
Piba) BET) RERE H5y BE(6T) RERE
Wash Buffer 1 TmL -20°C  Normal Mouse IgG 6uL -20°C
Wash Buffer 2 TmL -20°C  PAMEHA(Histone-H3) 6uL -20°C
Wash Buffer 3 TmL -20°C  5uM GAPDH primer (human) ~ 40pL -20°C
Wash Buffer 4 14mL -20°C  5uM GAPDH primer (mouse) 40l -20°C
Proteinase K 48pL -20°C  Protease Inhibitor(100X) TopL -20°C
Normal Rabbit IgG  6pL -20°C  RNaseA 24ul -20°C

E6TAHCREARGIERL, ChIP-qPCRIZFESBA R T I1gG. IP. FAtE GEMR) 34, FiHFE2-
3TiR#lo

HARRBE T~

+3T%EREHI6%EE < QubitiwAITRERIXFE

« DNAZfb BRI & « SYBR Green qPCR Mix

- DNARERF =
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4. 1B 1E SR

4.1 B3R

& 1XPBS:BXImL 5X PBS, I N4mLB4IK, B4;

1% EPBSAMR | BX27uL 37%FEAR, MAIT3uL 1XPBS, B4,

a ApFEAs

1) 4ARmusE R EE£01 X 10" MR, T4 PBSIE 2K, M /R2mL, 1000g, 4°CELS5min, &ia— Rk
FRIE;

2) REEINAIML 1% REPBSARER RS, ERMEEMEL0mIn;

3) &UE3ZERHIAL00uL Glycine Buffer, 23R HEF # & 5min, 1000g, 4°CE t5min, FE L&

4) B HER A, SR MAN2mLIN A PBSE &4, 10008, 4°CE L SminUt 4T

b AR

1) HPEE  Fr et AN BIR B RENATFHLR0.2-0.5g, B TV HIM SRR, INRAMERMFR, 7
WS ZEEP B (BB HMHAT. BERAT A AR EFERF AR ML-2mm/NR) ;

2) 3B INANLmL 1% FREEPBSARMITRS), ERIEHME 10min;

3) £21E 3Bk INN100uL Glycine Buffer, Z R He4 & 5min, 15008, 4°CEL\5min, FA LE;

4) SEH SRR, SR INN2MLIA PBSE &84, 15008, 4°CEL5min, WAL,

EIRBEERRARBRT2C; FRARE R FRRRENIKNEEMER, TRBERRITFN

FHFRITIRE,

4.2 BEARRUR

S 1 BY185uL Lysis Bufferfill A10uL Protease Inhibitor(100X), 5uL DTT, 84 (Lysis Bufferf#f3

RELXIELVETUERER BT ERNR, IMEERAITCMASER)

1) R AE E—8 SRERGFRORE AT, IIA200uL Lysis Buffer 4°CHede#7E30min, Sk L &R
##30min, E5miniREEES—X, AEMALmL ChiP Buffer’B47;

2) B MR AT (IRIBREREMBE(GHTM LR BERRETES G4, BIUgRBEMNT
R, BEFKM:18%MIINZE,0ON 1S, OFF 1S, #BFE15min), A 510000g, 4°CES.L10min, Yg&E E
B (kP BRI E(Z, -20°CTEAEZS) ;

3) fRAZEK (ER50uL E3E, IIN100uL#B4E7K, luL RNase A, BA37°CHEESmIin, ZL42I0N6uL 5M
NaCl, 2uL Proteinase K, 65°Cii# &3halid & ;

4) [EIYDNA: £EFADNAZE (L EIKGR I 232 15 B B # TR F, /5 FAS0ULEBLAE/HRE (LAt RT 1R R
Input);
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5) Fait: SEAAQUbItR I ITHNEDNAKE, 1.5%IRBEHE 5 KL R K I MIDNAK B A/NChIP-qPCRE E2
£ R7£200-700bp, ChiP-seq 7 ER S FR7E300bpE H iR fE) o

4.3 HRES (BNPRELD

1) ¥&ProteinA/G Magnetic BeadsM4°CikFEEN, £ FEIERAHUR, BX50uLEN1.5mLEPEH;

2) MN200uLFRABIChIP BufferE8 Sk, BEFM AR L& E2min, RFE LA, EEZRSEIR,
SE2R

4.4 REZTURE (BNPREL)

RIBELIG TR, #ITEI A, ChIP-gPCRIE R : Input, IgG, IP, FAM GEM) 4B, FEM2-3MPR

[Z,ChIP-seq434E7 :Input, IPA, EEMIMPR L,

1) RIBEHACNERIDNAMRE, FChIP BufferstiBAE 24MRAY BB 1 A TR R, AT J9500ul (4B
EQEIFDNARERBEE10-20ug/mL, HRAFEIRDNAREREZE20-40ug/mL), B10uLE
BREHEAS, INN140uLBAK, 1ERINputii E-20°C, 5 B LG R A —IEAR BB

2) BR490uL BB ERIREAR, IIN3-5ug B ARH1A (1P4A) S 1uL M E|gG (IgG4A) S3uLFR Mk (B4
), 4°CHe | BE3haE R,

3) ENHE B TR AE A, BEBT B 03S, MBS IR IT B ER E R, 4°Cheit i & 2h;

4) BEANHBEARTPNH, BEFTRAORLEHE2min, FLE;

5) IIA1ImL Wash Bufferl E £k, B FHA% L& E2min, F L,

6) IIA1mL Wash Buffer2 @ 8k, B FHAZR L& E2min, FLE;

7) IAAN1mL Wash Buffer 38 2Hitk, B FiiH22 L& E2min, F LiE;

8) MA1mL Wash Buffer4ZE R Hikk, B FH AR L& E2min, F LA, EE— RIS R, REHNE
i3S, F EEWER TR,

4.5 AR B

#EEElution Buffer \4°CER W, 18 EREZRIATEAM (AI3T CIACARR) o

1) £ E—SHHITUEPMALS0UL Elution BufferiRiEE4s, =B FhefHE Lomin, BB E L3S,
BFHHLL L5 B 2min, BLETE;

2) MIA1uL Rnase A, BAI37°CHEESmMin. 444N N6UL 5M NaCl,2ul Proteinase K, 65°C##&3h
(InputfE Ltk BFFIARIHIRIE) |

3) {E FADNALE L B 2215 BE BRHTIRIE, &S FA50uLBA %R
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5. LIRS R
5.1 ChIP-qPCR (i)

1) RNAZR & Input.IP. 1gG. FAMEAE RS BIBRLIN A BIPCRR M FLA, S MER=ETL, HRASH
F2BBSYBRGreenqPCRMixit BB #1770, 1N T /5 M ARic BR BT B0 10s, MNK L EEPCRINH
AT, AR A AT (BRI RIMGAPDHS 4R AR T = 5E1A])

1 2 3 4 5 6 7 8 9 10 11 12

GAPDH A Input Input Input 1gG 1gG  1gG IP IP IP PR PAME A

Primerl B Input Input Input IgG 1gG IgG P P P

Primer2  C Input Input Input IgG IgG 1gG P P P

. Input Input Input 1gG IgG 1gG IP P P

2) ERITHE
ACt [normalized ChIP] = (Ct [ChIP] - (Ct [Input] -Log2 (Input Dilution Factor))
Input Dilution Factor = (fraction of theinput chromatin saved)-1
A AATMEB U RIRAF&F, Input Dilution Factor =50, Bllog2(50) = 5.644
AACt [ChIP/NIS] = ACt [normalized ChIP] - ACt [1gG]
Fold Enrichment =27 (-AACt [ChIP/NIS])
%Input =2% X 27 (Ct[Input] - Ct[ChIP])

5.2 ChIP-seq GE&f#)

1) B2 BUEEInputfMIPH AR, IRIBDNAR BRI R R B B TR .
2) XFERE

3) W

4) £ESH

6. ERiawa

QL EARTEERM

1) ZFNEEMCE2mL EPE, MALAMURE, BIRELEBFEPEP L, BHE FA—FHE, &8
EBAEYEIN10S, FMIENIhER, BEFIAER, NI DBE R AR FIILERM FIEE=1F
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EIY TR A% EE AN B (B B TR R

2) JEE T AR REFERITRR.

QUBERHREFHEER

1) BHEERNABUELHREFRTEZBENANE, AIERRKEELS, RENALREE
£F25°C, £ HRE X BERS IR A AN E =8 L KO — BT a @ ITRME,

2) FEREFRE/NTF200bp, BEIEMNEIAEIE, FEBALRRRREBE M.

Q3:IPHIIgGHACHERBER

1) FuEREEEFIDNA, BT E i iFEE,

2) |gCERIE, A MR RIS & TE S BONAR N 2,

3) SEEMRTNHEIR, BEMILITS Y.

Q4:BAMRHMLRRE

TERREILEIE S — 18, AAE NIRRT A S I M RIASE R, BEI&ITS 9.

Q5: #ADNARERIE, € F10ng/uL

1) #ERBNEIL D EEEMEATERNE, RERNA, DHE.

2) HERTL AT ERHERAERTS .

3) W RARR A AT E N A\ LysisBuffer/5-80°CR AR, 3T°CHRR, R EHRA3 K.
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I ChR IR F 1

1. B3ZE%

1) IX 10" MERESRAREARLM R, MALML 1% BEPBSAR, ERIEEHE 10min;
2) MIA100uL Glycine Buffer, Z R iE¥ B E5min, 1000g, 4°CE.L5min, FE £IE;

3) ImLF4PBS/EH 2R

2. B3R

1) MIAN200uL Lysis Buffer (&Protease Inhibitor, DTT)4°CHEd ¥ &30min, stk F & B AR
30min;

2) BB, 5100008, 4°CE 0 10min, B L& (BE &4 :18%3X50 LA IHZE,ON 1S, OFF 1S,
B 15min);

3) BY50uL E5E, MAN100uL#BEEsK, luL RNase A, BAI37°CIEBS5mIn, LM A6uL 5M NaCl,2pL
Proteinase K, 65°Cil#&3hatid & ;

4) DNAEIW, & G50 LEBA7K LR ;

5) MEEWHIDNATRE, 1.5%IRBEHE S BB kAL MIDNAF B A /N

3. HERES

1) BX50pL ProteinA/G Magnetic Beads;

2) 200uLFABIChIP BufferiE JEHAER 2R

4. RIETE

1) AChIP Bufferf@®E#¥ 4, BRIOULIBRE G, DN 140uLEBAIK, fEAINputii&E-20°C;

2) BR490uLIERR EHREZS, IIN3-5ug B ARtk (IPAR) s1uLEF/E gG (IgG4R) L3uLFR MR (PRt
4) , 4°CHEF I B 3h IR

3) BB RSN EBIF TR E P, 4°Chess A 2h;

4) 5 AWash Bufferl.Wash Buffer2. Wash Buffer 3. /& #HaEk1/x, Wash Bufferdi& riEk2%

5. iRt E14L

1) 150pL Elution Buffer;®iEE4), =R FHEEE 15min;

2) MIA1pL Rnase A, BAI37°CIEESmin. AEMAN6pL 5M NaCl, 2pL Proteinase K, 65°CE&3h
(InputfELL S BFIARIFIRIE) |
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3) DNAEIUL, 50uLiBAtk skt

6. ISR
1) ChIP-qPCR (i)
2) ChIP-seq (&)
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E2iE: 027-87960366
#iFE: marketing@genecreate.com
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